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I, Christen M. Anderson, a citizen of the United States, declare and state 

that: 

1 . I was a Scientist and Director of Metabolic Diseases at MitoKor, 
Inc., Sah Diego, California, United States, the assignee of the above-identified patent 
application (hereinafter referred to as "instant application"), at the time of filing, and I am 
a co-inventor on the instant application. 

2. I have read the Office Action dated December 2, 2002, including 
the rejections of claims 42, 46-48, and 57 of the instant application under 35 U.S.C § 103. 



3. Prior to the invention described in the instant application, there 
was a long-felt, unmet need in the art for recombinantly produced and isolated human 
ANT3 polypeptides and fusion proteins, particularly those that retained functional 
properties, including the ability to bind human ANT3 ligands. In addition, the successful 
production and isolation of recombinant human ANT3 polypeptides and fusion proteins 
had not been described at the time of filing the instant application, although numerous 
failed attempts had been made. My conclusions are based, in part, upon the evidence 
described below. 

4. The skilled artisan would readily appreciate that there was a need 
in the art for recombinantly produced and isolated human ANT3 polypeptides and fusion 
proteins, given the fundamental role of ANT polypeptides in mitochondrial function, 
including human oxidative phosphorylation. It was known for some time that ANT 
polypeptides play a prominent role in respiratory, metabolic, apoptotic and other 
processes of the mitochondria, the altered function of which, in turn, is thought to be 
associated with numerous metabolic degenerative diseases. The skilled artisan would 
appreciate that in order to characterize the functional and structural properties of ANT3 
polypeptides at the molecular level, to further understand their role in human disease, and 
potentially to identify therapeutic compounds suitable for treatment of mitochondrial- 
based disease, a reliable source of functional ANT3 polypeptides and fusion proteins is 
needed. 

5. Furthermore, the skilled artisan would recognize that the need for 
recombinant human ANT3 polypeptides and fusion proteins was long-felt, since the 
important physiological role of ANT polypeptides was recognized as long ago as the 
early 1980s (e.g., Klingenberg, M. (1981) Nature 290, 449-454), yet recombinantly 
produced human ANT3 polypeptides and fusion proteins were not described before the 
instant application of 1998. Indeed, the attention directed to human and animal ANT 
polypeptides by numerous investigators, as evidenced by references cited throughout the 
instant application (see, e.g., page 15, lines 15-26; pages 39-40; Fibre et al. (1998) 
Biochimie 80, 137-150), and elsewhere, clearly demonstrates the recognition in the art of 
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a compelling need for a consistent, readily-produced and reliable source of ANT 
polypeptides. 

6. Further, this long-felt, unmet need for recombinantly produced and 
isolated human ANT3 polypeptides and fusion proteins provides evidence of the failed 
attempts by others to produce these polypeptides. The cDNA sequence encoding human 
ANT3 was known as early as 1988 (Houldsworth, J. and Attardi, G. (1988) Proc. Natl. 
Acad. Sci U.S.A. 85, 377-381), and recombinant protein expression methods were known 
well before this date. Given the established need for recombinantly produced human 
ANT3 polypeptides and fusion proteins, the skilled artisan would immediately conclude 
that attempts to produce such polypeptides using known techniques had been made. It 
readily follows that the lack of any report or publication describing the successful 
production of recombinant human ANT3 polypeptides indicates that these attempts were 
unsuccessful. 

7. In addition, direct evidence of failed attempts to produce and 
isolate recombinant human ANT polypeptides and fusion proteins is provided in 
numerous publications, including those described below. 

(a) Fiermonte et al, (1993) Biochem. J. 294, 293-299, 
describes failed efforts to express and reconstitute functional ANT polypeptides from 
bacteria. Fiermonte et al illustrate some of the numerous difficulties associated with the 
expression and isolation of functional mammalian ANT polypeptides, including low 
yields due to mammalian ANT toxicity to host cells and the inability to isolate functional 
recombinant mammalian ANT polypeptides. Fiermonte et al. describe attempts to 
express and isolate two mitochondrial membrane transport proteins, the oxyglutarate 
carrier and a mammalian ANT polypeptide. Although Fiermonte et al were able to 
express significant levels of the oxyglutarate carrier, they were only able to express low 
levels of non-functional ANT due to the toxicity of the ANT polypeptide in the bacterial 
cells. In particular, while Fiermonte et al. were able to isolate and reconstitute functional 
oxyglutate, they were unable to isolate functional ANT polypeptides. This is indicated in 
their statement "[t]he expression of the ADP/ATP carrier in bacteria is also a step toward 
[an opportunity to study which amino acids are essential for the function of the carrier by 
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site-directed mutagenesis], although the essential reconstitution step has not vet been 
achieved ." (emphasis added) (see Discussion, page 298). Clearly, this reference provides 
evidence of the failure of others to reconstitute a functional ANT polypeptide. 
Furthermore, this reference provides evidence of the difficulties specific to producing 
recombinant ANT polypeptides, as compared to other mitochondrial membrane transport 
proteins. Accordingly, this reference demonstrates unsuccessful attempts by others to 
produce isolated recombinant mammalian ANT polypeptides and further demonstrates 
that the production of recombinant ANT polypeptides was not routine, and that methods 
of doing so were not obvious to the skilled artisan. 

(b) Further evidence of the failure of others to produce 
recombinant ANT protein is provided in Miroux et ah (1996) Journal of Molecular 
Biology 260(3), 289-298. Miroux et al describe multiple problems with regard to efforts 
to express recombinant ANT, including toxicity to host cells, poor solubility of the 
recombinant product, and the accumulation of recombinant ANT in inclusion bodies. 
The skilled artisan would appreciate the persistent and challenging problems associated 
with isolating functional polypeptides from inclusion bodies. Extracting insoluble 
protein under non-denaturing conditions using detergents and sonication is time 
consuming and yields low levels of protein, and cannot always be expected to result in a 
functional protein. Extracting a protein under denaturing conditions with urea or other 
reagents is often successful, but using these methods requires refolding the protein and 
frequently results in a loss of structure and activity. Based upon this understanding, I 
submit that the isolation of functional ANT polypeptides from inclusion bodies is not 
routine, and the skilled artisan would have no reasonable expectation of being able to 
successfully isolate functional ANT polypeptides based upon Miroux et a/.'s teaching 
that ANT polypeptides accumulate in inclusion bodies. 

(c) Rojo and Wallimann ((1994) Biochim et Biophysica Acta 
1187, 360-367) describe efforts to purify ANT polypeptides from tissue using various 
detergents, and demonstrate the difficulties associated with purifying and reconstituting 
functional ANT polypeptides. Rojo and Walliman note that "[although various 
detergents have been the subject of systematic studies concerning multiple aspects of 
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their interaction with membranes and membrane proteins, still no rationale exists that 
allows us to identify a priori the detergent or detergent class that is suited for a particular 
protein and/or application. Thus, detergents have to be selected based upon the basis of 
empirical studies." This reference indicates that methods successful in the purification or 
isolation of ANT polypeptides are unpredictable, and the skilled artisan would, given the 
state of the art at the time of filing the present application, have had no reasonable 
expectation of successfully isolating functional ANT polypeptides using any particular 
method. Furthermore, this reference provides additional evidence establishing the 
unpredictability in isolating functional polypeptides from inclusion bodies. 

8. In conclusion, I submit that the above-cited references provide 
evidence of a long-felt need for and the failure of others to successfully express, purify 
and reconstitute recombinant ANT polypeptides and fusion proteins. In addition, I 
submit that these references clearly indicate that the production of functional ANT 
polypeptides and fusion proteins is not routine and that without the teaching of the 
present application, the skilled artisan would have no reasonable expectation of 
successfully producing and isolating ANT polypeptides. 

9. The undersigned declares further that all statements made herein of 
her own knowledge are true and that all statements made on information and belief are 
believed to be true, and further that these statements were made with the knowledge that 
willful, false statements, and the like so made are punishable by fine or imprisonment, or 
both, under Section 1001 of Title 18 of the United States Code. 




Christen M. Anderson, M.D., Ph.D. Date 
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Over-production of Proteins in Escherichia colli 

Mutant Hosts that Allow Synthesis of some 

Membrane Proteins and Globular Proteins 

at High Levels CBOrtTWim 

{5) NOTICE tvUS MATERIAL MAY BE PROTECTED 

Bruno Miroux and John E. Walker* w copyright LAW (title 17 u.s. CODE) 



The Medical Research 
Council Laboratory of 
Molecular Biology 
Hills Road, Cambridge 
CB2 2QH, UK 



^Corresponding author 



We have mvestigated the over-production of seven membrane proteins in 

£ a^t^™"^° P ^ ge ^ ™* Polymerase expression system. 
in au seven cases, when expression of the target membrane protein was 
induced most of the BL2KDE3) host cells died. Similar effects were also 
observed with expression vectors for ten globular proteins. Therefore, 
protein over-production in this expression system is either limited or 
prevented by bacterial cell death. From the few survivors of BL2KDE3) 
expressing the oxoglutarate-malate carrier protein from mitochondrial 
membranes a mutant host C41(DE3) was selected that grew to high 
saturation cell density, and produced the protein as inclusion bodies at an 
elevated level without toxic effect. Some proteins that were expressed 
poorly m BL2KDE3), and others where the toxicity of the S 
piasmiOs prevented tnuisfbrmation into this host, were also over-produced 
successfully in C41(DE3). The examples include globular proteins as well 
j* £ em 5^ P**** and therefore, strain C4UDE3) is generally superior 
to DL2KUE3) as a host for protein over-expression. However, the toxicity 
° °* some of the membrane proteins persisted partially 

^^SKP^*" Ther€fore ' 8 double mutant host C43(DE3) was selected 
from «1©E» ceils containing the expression plasmid for subunit b of 
^ctenal F-ATPase. In strain C43(DE3), both s\ibunits b and c of the 
^S^L** als P m t^ symporter, and the ADP/ATP and the phosphate 
earners from mitochondria were ail over-produced. The transcription of 
f ° r OGCP ™* subunit b was lower in C41(DE3) and 
"W^* * BL21(DE3). In C43GDE3), the onset of 
transcription of the gene for subunit b was delayed after induction, and 
!L^ er " pT0 P roteijl was incorporated into the membrane. The 
procedure used for selection of C4KDE3) and C43(DE3) could be 
employed to tailor expression hosts in order to overcome other toxic effects 
associated with over-expression. 

© 1^96 Academic Press Limited 
^twj; E. coli; T7 RNA polymerase; over-expression; membrane 



Abbreviations used: OGCP, oxo^utarate-malate 
transport protein from xrdtochemdria; F-ATPase 
HMrasportiiig F,F„-ATPa$e; OSCP, oHgomyci* 
^S^y S*!*^ Protein, a subunit of bovine 
^ATPase; GFP, green fluorescent protein torn the 
jelly-fish, Aequork victoria; IPTG, isopropyi-2-o-thio- 
^cto^iioside; PCX polymerase chain reaction; 

^f^S?^™ ^ate-rx)lyacrykmide 
gel electrophoresis; expression plasmid names consist 
of the name of the plasmid vector, followed (in 
parentheses) by the recombinant they encode. 



CKB2~2S3Sm/28028*-10 $18.00/0 



Escherichia coli is one of the most successful 
vehicles for over-expression* of both prokaryotic 
and eukaryotic proteins (for reviews see Hockney, 
2994; Grisshammer & Tate, 1995). However, the 



+ Here, the term "over-expression" implies that the 
target protein is expressed in the E. coli cells at a level 
that would provide a convenient source of material for 
structural studies. Minimally this is likely to be about 
1 mg of the target protein per litre of bacterial culture 

C 1996 Academic Pre** limited 
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SfS ^° re i° r **** "embrane proteins, as 
.W""* proteins (bong a al.. 
W5Uor ceU division proteins <de Boer et ai 1988 

SS^ Therefore ' we have investigated fte 

svstetf S r K most wed expiSon 

systems m which the target gene is transcribed 
from the vector by bacteriophage T7RNA 

fZL e 17 RNA Polymerase is produced 

m«!£ toXK effKtS rf **» over-expression of seven 
membrane proteins (see Table llXned in pCTand 



sS^»<S?? eSSion , P Ias mids towards the E co/i 
BU1(DB3) host cells were investigated by attemS 

a . ^F* P ,afes - one containing IPTG and ih*. 

J5/JrP^2?' the P h «>Phate carrier anfSe 
a su^ L^ i 311 *"» bem S members f 
franS^K 7 t««sport proteins with six 

cam« from &«//,« FS3. which is thought ^have 
!Sq£ ^membrane a-heKces (Kamata ef J 
1992). In earlier studies, the OCCP had been shown' 
to be overproduced at ^ levels U0 mTperlirS 

?SmSt£? *? £ ^ BL21(DE3) 

« « v None of the seven vectors produced 

atSoT^T C ^?5^Kg 
aosence j of IPTC only very small colonies formed 

co/i F-ATPase, for the bovine ADP/ATP carrier, 



Table 1. J 



Protein* 



lof various 



Lin BL21(D£3) r C41(DE3) and C43fDCT 



Bovine OGCP (m) 
Bovine phosphate carrier (m) 

£. F-ATPase summit c Cm) 

Bovine F-ATPase summit <x (g) 
Bovme K-ATPase subunit 0 © 
Jovm* F-ATPase subtrnU y (fd 

Bovme FATPase summit d S> 

Bovme F-ATPase inhibitor protein (*) 
V-mcbnogasUr stouten i^beinW 
^^rw wctorw GFP (g) W 



LocaHo n* 

IB 
IB 
IB 
IB 
IB/M 
M 
IB 
IB 
IB 

re 
IB 
IB 
IB 
C 
C 

c 

IB/C 



BU21 



10' 
5* 



ND 
35* 
50* 
II* 

4* 
10* 
50< 
6? 

8* 



Expression level* 

C41 

100 1 

35* 



37* 



19* 

8 s 

102 

30" 
135 2 
240* 
74* 
18* 
20* 
300' 
130* 
70* 
ND* 
140* 



C43 

84* 
52« 
18» 
79* 
25 1 
15* 

ND 
ND 
ND 
ND 
3* 
ND 
ND 
ND 
ND 
ND 



* VHTt- W U 

(pre-cooled to 4°6 inrine*^ iZj- contairung over-produced nrn^^c^™ p ^ 1 £ OTA and 0.001% (w/v) 

sequencer. The yields of^^^f ^ 5toincd with PAGE « ^ A^rrSI^ SD5 " PAGE (Laem ^ 197DX transferred 

apsid pwteta^A <rf plSS d ^tl b / ta °L C - & Tat * * ^« d^^^^J^*, 0nS of «* alanlne-H- canter, whict 
doned into pMV^aVrt W 19^ ^" whleh *"*«SSdS,5^ ^SSfjf* 4 P»te." with the mate 

wpublithed resute). M *• GFP - <» doned from a STctpa « S£f5 m °» ^ 05 vect " s - and 
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and for the alanine-H* carrier. The cells in these 
very small colonies were not viable, and therefore 
it would not be possibl to produce inocula 
for over-expression cultures in liquid media. Small 
viable colonies were obtained with the plasmid 
for E. colt subunit c. Similar experiments were 
conducted with vectors for ten globular proteins 
(see Table 1); none of mem formed colonies in the 
presence of IPTG, Therefore, all 17 of the expression 
plasmids that were examined produced toxic 
effects on the BL21(DE3) host, with a wide 
spectrum of severity. The plasmids encoding 
membrane proteins were the most toxic, but among 
plasmids encoding membrane proteins, the one 
encoding the OGCP was the least toxic. 

A control experiment was conducted with five 
different expression vectors from the pET family, 
all of them lacking a target gene for possible 
over-expression. They were pMW7, pET17b (con- 
taming an N-terminal T7 tag), pET23a (containing 
a N-terminal T7 tag and a C-terminal His-tag), 
pET29a (containing an 5-tag) and pGEMEX-1 
(containing a gene 10a fragment). Surprisingly, 
none of the cells containing the "empty" plasmids 
produced colonies in the presence of TPTG, except 
for pET 17b, which gave very small colonies, 
demonstrating that the plasmids themselves are 
mtrinsically toxic to E. coli BL21(DE3) host ceUs. 
Therefore, the toxicities for expression plasmids 
containing target genes, consist of contributions 
from both the vector (and associated tags) and the 
target gene. 

The inhibitory effects of the pMW7 (OGCP) 
expression vector on E. coli BL21CDE3) were also 
studied in liquid culture containing ampidllin. The 
culture was grown for four hours before addition of 
the inducer, UTG (see phase 1 in Figure 1A). One 
hour or so later, the cells had stopped dividing and 
the absorbance of the culture decreased (phase 2). 
After a further five to six hours, the absorbance rose 
again (phase 3) and eventually reached a value 
greater than 5. The maximal level of expression of 
the OGCP was attained three hours after addition 
of inducer, and it diminished thereafter. Therefore, 
phase 3 corresponds to the outgrowth of cells that 
had lost the ability to express the target gene. 
Similar three-phase growth curves have been 
observed in our studies of all of the proteins that 
have been over-produced in E. coli BL21CDE3). 
Some variation was observed in the length of the 
lag in phase 1 from three hours (GFP) to ten hours 
(E. coli F-ATPase subunit c), and in maximal cell 
density in phase 2 from 05 to 2.0, depending on the 
degree of toxicity associated with the plasmid. 

The toxicity mediated by IPTG induction of 
OGCP expression in E. coli BL2KDE3) in a liquid 
culture was investigated by plating the ceDs in the 
absence of selection pressure, in the presence of 
ampidllin, and in presence of both ampicillin and 
IPTG. After 30 minutes, the number of viable cells 
had decreased dramatically from 10° to 10* even 
m foe absence of ampicillin (see Figure IB). The 
absorbance f the culture was still increasing at this 



juncture, and so the cells were dying but had not 
lysed. In the residual viable population, only 10% 
f the bacteria retained ampicillin resistance two 
hours after induction/ and three hours later only 1 % 
of the population was resistant to the antibiotic. 
Eight hours after induction, the number of viable 
cells equalled the number of cells calculated from 
the absorbance, showing that the culture now 
contained predominantly cells that had lost the 
plasmid. 

Hie ampidllin -resistant cells were also resistant 
to IPTG (Figure IB), and the colonies contained two 
sub-populations of larger and smaller sizes (Fig- 
ure 1C). Neither of these phenomena has been 
described in previous investigations of this ex- 
pression system (Studier et aL, 1990). In a separate 
control experiment, where no IPTG was added to 
the liquid culture, the plasmid was stable, and the 
number of viable cells was similar to the number of 
cells calculated from the absorbance. However, on 
plates, a small fraction of the population was again 
resistant to IPTG. In the uninduced liquid culture, 
the ratio of cells resistant to IPTG compared to the 
total number of cells was stable at around 3 x 10^, 
whereas induction of expression by addition of 
IPTG increased this ratio to 3 x 10^ (Figure ID). 
Therefore, the expression of the OGCP in E. coli 
BL210DE3) grown in liquid cultures had apparently 
increased the number of colonies resistant to IPTG. 
This effect of IPTG is difficult to quantify as its 
addition to the culture leads to the death of 
wild- type cells, thereby selecting for mutants, but it 
remains possible that the induction of expression 
of the protein provokes an SOS response in the 
host (Studier et al„ 1990; Murli & Walker, 1993; 
Friedberget al., 1995). 

This apparent increase in the frequency of 
mutants by over-expression of the OGCP on E. coli 
BL21(DE3) presented the opportunity to select 
mutant host strains that might be more tolerant to 
over-expression of the OGCP. The first round of 
selection was conducted with E. coli BL2KDE3) 
transformed with pMW7(OGCP). Four hours after 
induction, a 100-fold dilution of cells from the 
culture was plated on solid medium containing 
IPTG, giving sub-populations of large and small 
colonies as before (Figure 1C). Three large colonies 
and one small colony were examined for their 
ability to express the OGCP in liquid media. No 
OGCP was produced by cells crown from the large 
colonies, but a culture grown from the small colony 
was found to produce the OGCP and to continue 
growing in the presence of IPTG, eventually 
attaining a saturation absorbance similar to control 
cultures grown in the absence of inducer. The strain 
of cells from the small colony was named E coli 
C41(DE3). Its phenotype was stable; it continued to 
give rise to small colonies in the presence of IPTG 
(Figure 2A), and to grow and to produce the OGCP 
in liquid cultures in the presence of inducer. 

Plasmid pMW7(OGCP) was re-isolated from cells 
of E. coli C41CDE3), and was transformed back into 
E. coli BL2KDE3), restoring the toxic phenotype. 
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of the host Containingl^Wki rtSwTraRTK^ic ^?^ 0 7 T*^P the tt l uid A/ A fresh coJony 

ampiciJlin (Enal^^SSt/C^^? Was ? V0Cu ^ d "to 2 xTY medium (50 ml) supplemented with 
death; 3, ov^SS SRJSSffS D^^lltt? ""fj »• I^uction; 2, ceS 
OGCT^ortions (wjSd, dfhrtonlfi? W fml^lt^n^^ T^ctan <*«pression of the 

colonies; (A) ampS^d^^s^^SrX^i 05 ^ °" 2 X J Y P btes; (<>) ^P^-«*istant 
colonies were visible afte7l8 fomlf^h^ J?^ SD ?H.? , ^ ,es resistant f ° both ampicUlin and IPTG ("small" 
'^'coloiues) £ S 

from a liquid culrore^ aSeTir^S^n C ^r^^ 6 ofampicillin and IPTG of a sample of cells 

colonies compared with ft. ^^S^^^Sff^S^ ^ ^ 



h?^oi^ , - C4 ,\ (D ^ ) was cured of pMW7(OGCP) 

M^SS^fis*'! P° rton of tte culture was 
diluted 1000-foId, and plated out in the presence 
of EPTG and in the absence of ampicUlin. After 

fe' !x krge kckin g the plasmid 

arose. Retransformation of cells from this colony 
with P MW7(OGCP) restored the ability^ g£w 
m the presence of IPTG in liquid culture 
and to over-«xp r ess the OGCP. Therefore, the 



mutation affecting over-expression of the OGCP is 
m strain C41(DE3), and not in the plasmid 
pMW7(OGCP). 

Subsequently, it has proved to be possible to 
over-express many other proteins without toxic 
effects in E. coli C4KDE3) (see below). However, 
the toxicity of over-expression of other proteins, 
including the b subunit of E. coli F-ATPase, 
persisted in strain C41(DE3). Therefore, a second 
round of selection was conducted on £. coli 



FROM BIOMEDICAL INFORMATION SERVICE 

Protein Over-expression inE. coD 



(FRl) 5. 1T01 15 :07/ST. 15: 02/KO. 4862641830 p 

293 



C4ICDE3) transformed with pMW7(Ecb). From 15 
small colonies arising by plating in the presence of 
IFTG, one was found that over-expressed subunit b 
and continued to grow after induction. This strain 
was named £. coli C43CDE3); and the additional 
mutation was again shown to be associated with 
the bacterial genome. Similar to strain C41(DE3) 
the phenotype of C43(DE3) is stable (see figure 3A)' 
In contrast to their toxic effects on £. coli BL21(DE3), 



"empty" plasmids do not inhibit the growth f 
eilher the C41(DE3) or C43(DE3) straL 

It should be emphasized that the number of small 
coloiues and the proportion of those small colonies 
! . ^ Jf com ^ ent for expression of a target pro- 
tean, differ widely according to the toxicity of the 
expression plasmid. With relatively non-toxic 
plasmids such as pMW7(OGCP) and pMW7(GFP) 
encoding the green fluorescent protein, small 






CS^*^ ^ A^parison of 




r&stant colonies; <£) colonies STft ■ "Jf mber ° f ceUsable togrowon2xTV plates; (0) ampicillin 

9^n- They were each wSJlSSn 55 ff* ^ formed indusio11 in bacterial 

PAGE 83 dye. At the left-hand d£t£?p£|2Ei 1 was on *« 8*1 v/hich was stained with 

expressed in £. «,// BL21(DE3) See hmS^fiSf- i nrolecubr mass markers are indicated (in kDa). Lane (a) OGCP 

S5^-^3*J«^^ inC41(DE3)th^eVoi I ?aS 
at the starting point of the culture. expTessed m C41 CDE3) 18 hours after induction by IPTC added 
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(50 ml) ^^wTarl^C a rSn^ff^^^^^ were inoculated into 2 xTY medium 
Uw7(lK*^ £ " «"'' C41 < DE3 ' «nu»"t C43(DE3>, both containing 

4, £ aScDEKhe^ £ esen « of IPTG ' respectively; quadrants 3 and 

expressing suburb Tb^nfelu^ Td^f ^^S™ 5 ^^'?' G L fOWth ofE " »«C41(6e3) and C43CDE3) 
e^Sf X\^^^ E c^^ ^Tr^^^Z^ V*L C and . D 'SDS-PAGE analysis of the 
analysed at the tunes tasted a W eachsS SfS^LT 1 ^ ^ of * »" of culture was 

are indicated. The gel v^^tTX?^^ ^dyt ^ ** *" 8iah ° n * StendMd P rotei ™ 



colorues competent for over-expression were com- 

™" identifiable, whereas with more 

C«rotei? SUch «PMW70Ecb), mutants of 
c VP 63 ' expressing subunit b were rare. 

r<S£ B « dV! ? rta £ e ? strains C«DE3) and 
u«(DE3) as hosts for over-expression of the OGCP 
« ° f ^ F-ATPase, respectively, are 
Jflustrated in Figures 2 and .3. Both parental strains 

£ 0wing induction °> expression, 
whereas the mutant hosts continued to grow to 
high cell densities (see Figures 2B and 3B). By 
analysis of the cell population in the culture after 
induction of over-expression (Figure 20, it was 
SF 1 "* PMW7(0CXT) remained stable to 
stram C410DE3), and in addition, the number of 



viable cells correlated with the number of cells 
calculated from the absorbance. In C41(DE3), at 
least ten times more OGCP was expressed than in 
BL2KDE3) (Figure 2D, lanes (a) and (b». Moreover, 
strain C41(DE3) containing pMW7(OGCP) could be 
grown in 2 xTY broth, containing IPTG but lack- 
ing ampiciuin, without overgrowth (Figure 2D, 
lane (c)). The final cell density in C41(DE3) was six 
times greater than in BL21(DB), and therefore the 
amount of OGCP produced per cell is somewhat 
higher m C4KDE3) than in BL21(ED3). 

The course of expression of the E. coli F-ATPase 
b subunit in C41(DE3) and C43(DE3) differed (see 
Figure 3C and D), the onset of protein product! n 
bang delayed in C43(DE3) by about one hour 
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relative to C41(DE3). Three hours after induction, 
three times more protein had been produced in 
C43CDE3) than in C41(DB3); 15 hours later the 
amount of subunit b in C41(DE3) had decreased 
because the culture had become overgrown by cells 
that had lost expression capacity, as discussed 
above. Less subunit b was produced per cell in 
C43(DE3) than in C41CDE3), but the global amount 
of protein produced per Htre of culture was higher 
in C43CDE3) because the cells continued to divide 
after induction of expression. 

Transcription of the gene for the OGCP was 
compared in BL21(DE3) and C4l(DE3) hosts (see 
Figure 4). The main RNA band had migrated 
further than 16 5 ribosomaJ RNA to a position cor* 
responding to an mRNA of about one kilobase, as 
expected for the OGCP. Three larger RNAs, also 



(FRI) 5. lTOl 15 :09/ST. 15: 02/NO. 4862641830 P 

295 



detected with the OGCP probe, probably arise 
by the T7 RNA polymerase transcribing beyond 
the T7 transcriptional terminator, which is im- 
mediately after the OGCP gene in the plasmid. 
Ici longer exposures of the blot (not shown), 
similar bands could be seen in C41CDE3) also, 
but in relatively lower amounts compared with 
the main band in BL21(DE3). The basal level of 
OGCP mRNA synthesis in BL21(DE3) was five 
rimes higher than in C41(DE3) (see Figure 4B), 
and the maximal amount of OGCP mRNA 
synthesized after induction was about ten times 
greater in BL21CDE3) than in C41(DE3). More- 
over, the maximum amount of OGCP mRNA 
appears to have been reached after 45 minutes in 
BL21(DE3) and at least 45 minutes later in 
C41(DE3). 



A 



23S ^ 



MS ^ 



OGCP. 




Tunc (wan) 



B 



1000 



s 




Tune (mm) 



BL21CDE3) 



C41CDE3) 



Figure 4. Analysis of transcripts 
of the OGCP in E. coli BU1(DE3) 
and C4ICDE3). RNA samples from 
cells of E. coli BL21CDE3) and 
C4KDE3) (4 ml), both containing 
the expression plasmids for the 
OGCP and subunit b of E. coli 
F-ATPase, were prepared according 
to Ausubel et al. (1987) and Itean 
ei al. (1988), respectively. RNA 
(3 jig) was fractionated by electro- 
phoresis under denaturing con- 
ditions in a 1% agarose gel and then 
transferred to a Hybond-N mem- 
brane. Fre*hybridi2ation and hy- 
bridization of the membrane were 
carried out for 18 hours at 42°C The 
DNA probe for the bovine OGCP, 
corresponding to its complete cod- 
ing sequence, was amplified from a 
plasmid by FCR, and radio-labelled 
with rtt-*PldCTP (50 uQ) by use 
of an oligonucleotide labelling kit 
(Pharmacia Biotech Ltd, St Albans, 
Herts, AL1 3AW, UK). The mem- 
brane was hybridized in the pres- 
ence of the probe, washed twice at 
42°C in 2xSSC buffer containing 
0.1% SDS, and twice at 65°C in 
O.lxSSC buffer containing 0.1% 
SDS CSSC buffer consists of 3M 
sodium chloride and 0.3 M sodium 
citrate (pH 6-5)). The radioactivity 
on the membrane was measured 
by densitometry with a computing 
densitometer (Molecular Dynamics, 
model 300A with ImageQuant ver- 
sion 32 software) of a radioauto 
graph exposed to Fuji RX film. 
A, Autoradiograph of the mem- 
brane after IS minutes, exposure. 
Lanes a, d and e, RNA samples of 



BL21(DE3) expressing the OGCP; lanes b, f, and g, RNA samples of C41 expressing the OGCP; lanes c h and i, control 
kna samples from C41 expressing the E. coli F-ATPase thsubunit Samples were taken at various times after induction, 
as shown on i top. The migration positions of the OGCP mRNA, and of the 16 S and 23 S ribosomal RNAs are indicated 
^*! 1 f ft B ' R^ove amounts of me OGCP mRNA estimated by densitometry of the appropriate bands on two 
different exposures of the membrane. In C4KDE3), the signal at time zero was chosen as reference- 
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Figure 5. Analysis of transcripts of E. coli F-ATFase b 
subunit in C41CDE3) and C43CDE3), For experimental 
details, see legend to Figure 4. After hybridization of 
RNA samples with the probe consisting of the entire 
coding sequence of the b subunit, the membrane was 
exposed to an image plate for 18 hours, and the 
radioactivity was measured with a Phosphorlmager 
Molecular Dynamics, Chesham, Bucks, HF52PX, UK) 
£;^^ dto S ra P h 5 r of RNA samples from C41CDE3) and 
C43CDE3) at various times (shown on top) after induction 
of expression of F-ATPase subunit b. Lane C contains a 
S2?2S 1 ^ a 5 CI P ,e of RNA from C41(DE3) cells in which the 
UUCP had been over-expressed B, Quantification of the 
mRNA samples in A. In C43(DE3), the signal at time zero 
was chosen as reference. 



A similar comparison of the expression of the b 

ram™' * € f 088 F " ATPase * C«(DE3) and 
C43(DE3) was also conducted (Figure 5). The final 
amount of mRNA for E. coir F-ATPase subunit b 
accumulated per cell after three hours was 
approximately the same in both strains, but the 
a^ximal level of this mRNA was attained in 
30 minutes after induction in C41(DE3) and in 
two hours in C43(DE3). The basal level of ex- 

C4^K) WaS SHghdy l0Wer * C43(DE3) &an ™ 
These studies indicate strongly that" a major 
component of toxicity of protein over-expression in 
C0 "~ T7 polymerase systems is linked to 
transcription of the target gene and, together with 
published work discussed below, they suggest that 
the toxicity probably arises from the uncoupling 
of transcription from translation. The T7 RNA 

elymerase transcribes DNA about seven times 
ter than E. coli RNA polymerase, and therefore 



transcription outstrips translati n, permitting un- 
stable naked RNA stretches to form (lost & Dreyfus, 
1995; Makarova et aL, 1995). By an unknown 
mechanism, over-expression of either jJ-ealactosi- 
dase or an inactive form of elongation factor Tu 
have been shown to lead to destruction of 
ribosomaJ RNAs, and .the ensuing lethal effects of 
over-expression (Dong et al., 1995). Experiments 
described above are consistent with this mechanism 
of lethality of protein over-expression. Strain 
BL21(DE3) containing the expression plasmid 
pMVV7(OGCP) produced a large amount of the 
cognate mRNA from the plasmid, whilst at the 
same time the target protein was present in the cells 
at rather low levels. In contrast, in strain C41CDE3) 
the same transcript was made more slowly, and 
despite the maximal level being ten times lower 
than in BL210DE3), more of the target protein was 
synthesized in C41 (DE3). Similar effects were noted 
by comparison of the expression of subunit b of 
E. coli F-AtPase in C41(DE3) and C430DE3). 

At present, the locations of the mutations in 
C41CDE3) and C43(DE3) are not known, but 
plausible hypotheses concerning the C41(DE3) 
mutation are that either it affects the activity of the 
T7 RNA polymerase or that it reduces the amount 
of polymerase produced. .Both effects would 
probably help to prevent uncoupling of transcrip- 
tion and translation. It is noteworthy that a mutant 
of T7 RNA polymerase able to transcribe three 
times more slowly than the wild-type enzyme has 
been shown to yield about four times more 
fr-galactosidase from an appropriate expression 
vector (Makarova et a/ v 1995). The C43(DE3) 
mutation may also be helping to avoid uncoupling 
of transcription and translation, but, in addition to 
delaying the onset of transcription, it also appears 
to affect the folding and insertion of subunit b into 
the bacterial membrane. In C41(DE3) the E. coli 
FATPase b subunit accumulates in a form that 
is difficult to solubilize in the detergent lau- 
ryldimethylamine oxide, and it may be misfolded, 
whereas in C43(DE3) it is inserted into the 
membrane and can be readily extracted with the 
detergent (L Arechaga, BM. & JJE.W., unpublished 
results). 

The expression levels of a variety of proteins 
(seven membrane proteins, ten globular proteins; 
see Table 1) in BL21(DE3) were compared with the 
levels achieved in either C410DE3) or C430DE3) 
hosts. For all seven of the membrane proteins, and 
particularly for the alanine-H* transporter and the 
E. coli F-ATPase subunits b and c, expression in the 
mutant hosts was improved over BL21(DE3). In all 
three of these latter examples, the induction of the 
expression both on plates and in tiquid media was 
toxic to C4KDE3) but not to C43(DE3). The gene 
10a-alanine-H* carrier fusion was very well ex- 
pressed in C43(DE3), and 79 mg of protein were 
obtained per litre of culture (Table 1). Significant 
Improvements in expression level wer also 
obtained with the ADP/ATP and phosphate 
carriers in C4KDE3). 
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A general improvement in th expression of the 
globular proteins (see Table 1) was also found in 
mutant host C41CDE3), including proteins that were 
well expressed as well as others that were poorly 
expressed in BL2KDE3). The GFP provides a 
typical example of the former category. Although it 

BT^i^gf*? at ? 7m £. I« ^tre of culturf in 
BL21CDE3), a four times higher level of expression 
was obtained in C41(DE3) (see Table 1). The 
T-subunit of bovine ATPase provides an example of 

SSv^? 1 ^ ^3?!*' CeUs ^ BL21{DE3) containing 
pMW7(y) stopped growing at low density, and the 
7-subunit was undetectable by SDS-PAGE analy- 
sis of the cells, whereas in C41(DE3) the ceUs 
*°i to high density and 

Ewe"? a ge axnount of * e y-subunit (see 

The RNA polymerase of phage T7 is inhibited by 
tte phage s lysozyme (Moffatt & Studier, 1987), and 
Oierefore, co-transformation of a plasmid encoding 
the lysozyme (pLysS and pLysE) with the plasmid 
containing the target protein has been advoLedas 
£ means of suppressing toxic effects brought about 
^«P»^ of proteins (StuSer et al. t 
1WV). This stratagem has been found to be helpful 
m some cases of relatively mOd toxicity. However, 

SSS^SI^T ° { F LySS PMW^y) or with 
pMW7(GFP) did not suppress their toxicities on 
agar plates in the presence of IPTG. In liquid media 
the level of expression of both proteins was 
somewhat higher in BL2l(DE3) in the presence of 
pLysS than in its absence, but the level of ex- 
pression of both proteins in C4HDE3) was at least 

Krn™ 1 S VC L obt ? ined ta . ^transformed 
BL21(DE3) cells. Therefore, at least in these two 
examples, C41(DE3) is superior to BUJQE3)- 
pLysS as a host for over-egression of proteins 
The combination of C4I(DE3) with pLysS may be 
advantageous, but mis possibility Sias not been 
investigated systematically so far. 

To date, the usage of strain C43(DE3) for 
expression of other toxic proteins has been explored 
m only a small number of examples (the F-ATPase 
b and c suburuts, the alanine-H* carrier). One 
example (an RNase) has been encountered where 
an expression vector that was toxic in C41(DE3) 
renamed toxic in C43(DE3) also (unpublished 
results) A number of other examples show that, if 

£ SSSS ex P« sed ^thout toxic effect 

inC41(DE3), then no additional benefit derives 

^43(DE3). Therefore, it appears that C43(DE3) has 
a more restricted utility thaTc41(DE3). 

Although the selection procedure presented here 
« empirical, it has the advantage that it SSS 
Passes die entire complexity of tne biology of E 

SSS ISfr an< U! ta provided a ^ent 
means of modifying it. The method takes advantage 

desSL^ "1 am P idm ^ which hid been 
0nl y containing cells that 
SES- the , abjJbt y to express the target DNA 
<Studier et al, 1990). As we have srJwn two 



sub-populations giving rise to larg and small 
colonies are present, and the latter contains cells 
that over-express the target protein better than the 
original host. Therefore, the procedure allows the 
expression system to be adapted and optimized 
for the expression of a particular protein, and it 
may be beneficial in other instances (including 
both globular and membrane proteins) to use the 
selection protocol to select a wider range of host 
strains derived, for example, from BL2KDE3), 
C41(DE3) and C43(DE3). In this way it may be 
possible to tailor the expression system by selection 
and thereby, for example, to prevent the formation 
of inclusion bodies, and to overcome toxic effects of 
• various severities and origins. 

finally, it should be noted that removal of the 
toxic effects of an expression plasmid wiD not 
automatically guarantee that the protein is pro- 
duced in large amounts/ and to achieve this 
objective it may be necessary, for example, 
additionally to prevent mRNA degradation, to 
remove undesirable features in the coding sequence 
that impede translation (Kane, 1995), or to prevent 
proteolytic degradation. 
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ANTlm AT(»TWCGCliraGiCTT(roAGGACnCCTGGCCG 



ANT2m ATGAC/\GA1®GC" 
ANT3m ATGA(MCAi( 



TGTCCnCGC^GGACTTCCTGGCpipi 
TCCHCGCCAA@GACTTCfGGCi 



pCGCCGGlCfSrCTCCAAGAC^CGGTffiC 80 
31@3CCGC15CCATCTCCAAGACGGCGGTftSC 80 
CGCCGC|icCATCTCCAAGACGGCS3#C 80 



ANTlm 
ANT2m 
ANT3m 



:CCATCGAGB!GGTCA/lB)TGCre(IGCAGGTCCAGC^ 

:CCATCG5AGCGGGTCAAGCTGCTGCTGCAGGT@CAGCATGCCAGCMGCAGAT(^VCTGC A 3A I /\AGC/@TACAAAGGCA 



ANTlm TCATfMGf^^ 

ANT2m Tffltt A 3ACTGCGTGGTCCG I M|CCCAAGGAGCAGGA03T T CTGTCCTTCTGG^SBGTAACCTGGCCAAD3TCATC@G A 
ANT3m T(gipCTG^^ 



160 
160 
160 

240 
240 
240 



ANTlm TAOTCCACCCMGCTCTCAACm^ 

ANT2m TACTTCCCCACCC/^CTGTfflAACTTCGCCTTCAA§jATAA§TACMGCAGATCTTCCTGGG 
ANT3m TAtTTCCCCACfflCAAGCQCTCMCTTCGCCTTCAAGGATAAGTACA^ 



% 320 
£ 320 
C 320 



ANTlm GCAGTTCTGGCGCTACTTTI 
ANT2m SCAGTfTGGiCTACTTTI 
ANT3m 



GlMftACCTft^ 400 
GC A 5G G W0CTGGC ft TC|GGTGGTGCCGC A 3GGGCCAC0TCCCT G TGSlTTGTGTACCCB) 400 
GCAGnCT(^@§TACTnG(j^^ 400 



ANTlm TGGABFnGMC{®pGGC|GCTGATGTGG 
ANT2m TfjGATTTTGCCSG T ACCCG IlT@GCAGCTGATGTGGG|1 
ANT3m TG^TTTTGCCA#CCCgpCTGGCAG(MGTI 



SCG(pGC(fAGTTC(lGG|CTGGGaACTi 477 
G@3C ipra G 3A@TTCCGAGGCCTSGG T 3ACTGC 480 
G(®feGCGP3AGTTCCGAGGCCTGGGPCTGC 480 



Fig. I A 
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ANTlm 
ANT2m CT( 
ANT3m CTGG" 




AAGTCTGATGGI 
CTGATGGQA' 
TC0GA03GCA7 



^GGGG@CTQTACCAGG(fTCAACGTCTCTGTB:A@3GCATCA]i\TCTA 557 
3GGCCTGTAC(*CTTiACGfrCTGTGCAGG(i\#TCATCTA 560 
CCTGTACCAGGGCnC/OGTCTSCGTGCAGGGCATCATCATCTA 560 



ANTlm 
ANT2m 
ANT3m 



GAfMfipCCTACn^ 



CCGAGC CGCCTACTTCGG WCTATGA0^CTGC@AAGGG A ATGCT T 
CC®qicCTACTT(^G|d§WAS3ATACSGiCCMGG(^TGCTfc 



:C G GAnCCCAAGAACACfflCACATCGT 
:C CGACCCCAAGAACACGCACATCG1 



GTGAGCT 637 
/VGCT 640 
GTGAGCT 640 



mGAiGTGACGGC^GTBGi 



ANTlm GGATGATii 

ANT2m GGATGATCG(M^GACTGT^iG(|tel|l|GCCGG 
ANT3m (M(MGqto@m^ 




GTCCTACCCCTTTGACACTGTTCGfT) 
CCTASCCfTTI 



:GTOTGATGATG 717 
720 
720 



'gacactghcgc:g::gcatgatgatg 



ANTlm O\GTCCGGSC(S^GG03(M^TiTGTACACGGG@AI 
ANT2m 0\GT®GGCG(MGGA§CT(^CATCATGTACAC@GGCA(]Gj 
ANT3m CAGTCCGGGCGCAAAGGAGCTGACATCATGTACAI 



3TTGACTGCTGGAGGAAGATTGI 
rGACTGCTGGBGGAAGATTI 
3T0SACTG©TGGAGGAAGA' 




iGA@3AAGGAG0 797 
iTGAAGGAGG 800 
iGATGA|G(§iG 800 



CAAGGCCTTCnCAAiGTGCBrGGTCCAATGl 



ANTlm 

ANT2m CAAiCfflnf 

ANT3m CAAGGCCTTCnCAAGGGTGCBTGGTCCACGl 



TGAGAGGCATGGG03GTGC" 



:TTnG10TGGfrTGTATGATGAGA 877 
TCMG^^GGTCCMTGlft^ 880 

880 



:TGQ^CAT(^(OT(roTGCT(^T(^GTAOGAQ5A(B 



ANTlm TCAAifT/frOrCTAA 894 
ANT2m TCMGMGTfljcferAA 897 
ANT3m TCAAGAAGTOTCTAA 897 



Fig. IB 



Title: PRODUCTION OF ADENINE NUCLEOTIDE TRANSLOCATOR (ANT), NOVEL ANT LIGANDS AND 
SCREENING ASSAYS THEREFOR "REPLACEMENT SHEET" 
Inventor(s): Christen H. Anderson et al. Express Mail No. EV336618748US Docket No. 660088.420C1 




ifBKDFLAGi/AAfliKTAVAPIERVKLLLQVQHASKQipQ 50 

FAKDFLAGGVAAAISKTAVAPI ERVKLLLQVQHASKQI T ADKQ 50 

llJSFAKDFUVGGPAAISKTAVAPIERVKLLLQVQHASKQll^DKQ 50 

HANTlp YKGIIDCVVRIPKEQGB-SFWRGNLANVIRYFPTQALNFAFKDKYKC^L 100 

HANT2p YKGIIDCVVRIPKEQEVLSFWRGNLANVIRYFPTQALNFAFKDKYKQIFL 100 

HANT3p YKG® CQVRI PKEQGVLSFWRGNLANV I RYFPTQALNFAFKDKYKQI FL 100 
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